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Research Use Only Data Sheet 

Rev 0225021 

Clinical cuslomcrs please refer lo IVD / ASR Dala Sheel 



Epidermal Growth Factor Receptor (EGFR) Ab-10 (Clone 111.6) 

Mouse Monoclonal Antibody 

Cat #MS-378-P0, -PI, or -P (0.1ml, O.Sml, or l.Oml at 200ng/iiil) (Pviriried Ab wilh BSA and Azide) 

Cat. #MS-378-Pl ABX or -PABX (O.Titil or 0.2ml at l.flmg/mT) (Ririficd Ab wiQioul BSA and Azidc) 

Cat. #MS-378-B0, -Bl, or -B (0.1ml, O.Sml, or l.Oml at 200|j^ml) (BioliivLabclcd Ab wiih BSA and Azidc) 

Cat. #MS-378-R7 (7.0ml) (Readv-to-Use for Immmioliistocheimcal StaininEl 

Cat #MS-378-PCS (5 Slides) (Posilivc Control for Hislology) 

Cat #MS-378-PCL (0.1ml) (Posilive Conlrol for Western Blot) 



Description: EGFR is tj'pe I receptor tyrosine kinase 
with sequence homology to erbB-l.. -2.. -3 -4 or HER-1.. -2.. 
-3 -4. It binds to Epidermal Growth Factor (EOF).. 
Traiisfonning Growth Factor-a (TGF-a), Heparin-binding 

EGF (HB-EGF).. aiiiphiregulin, betacelhiliii and epiiegiilin. 
EGFR is oveiexpressed m tiimore of breast, brain, bladder, 
lung, gastric, bead & neck, esophagus, cen'ix, vuh'a, 
ovaiy, and endonietriuni. It is predominantly present in 
squamoiK cell carcinomas. 

Comments: Ab-lO is excellent for slammg of 
routine fonnalin/parairin tissues. It blocks the 
binding of EGF to EGFR. 

MoL Wt of Antigen: nOkDa (wild type) and 
145kDa(vIII variant) 

Epitope: Extracellular domain 

Species Reactivity: Human. Not mouse and rat. 

Clone Designation: 111.6 
Iglsotype: igGj 

Immunogen: Exlraccllular domain of human 

recombinant EGFR protein. 

Applications and Suggested Dilutions: 

• Effect on EGF Binding (Inliibitorj') 
(Order Ab without sodium azide) 

• Immunoprccipitation (Native aily) 

(Use Protein G: Ab at 2|.ig/mg protein lysate) 

• Western Blotting (Ab-12 is belter) 
(Ab 2-4(ig/ml for 2hrs at RT) 

• Iminunohislology (Fonnalin/parafOn) 
(Ab 2-4|.ig/ml for 30 min at RT) 

• [Staining of fonnalin-fixed tissiies REQUIRES 
digestion with Protease XXV at Img'ml PBS for 5 
minutes at37-C (NEOMARKERS' Cat. 'rAP-9006)] 

The optimal dilution for a spociQc application should 
be determined by the invesdgalor. 

Cellular Localization: Cell membrane 



Positive Control: A43 l cells. Skin, placenta or 
squamous cell carcinoma. 

Supplied As: 200jig/ml antibody |Turified from the 
ascites fluid by Protein G chromatography. Prepared 
in lOmM PBS, pH 7.4, wilh 0.2% BSA and 0.09% 
sodium azidc. Also available without BSA and azide 
at Img/ml, or 

Prcdilutcd antibodj' which is rcady-to-usc for 
stairmig of formahn-Iixcd, paraHin-embcdded 
tissues. 

Storage and Stability: 

Ab wiQi sodimn azidc is stable for 24 months when 
stored at 2-8''C. Antibody WITHOUT sodiimi azide 
is stable for 36 months when stored at below 0°C. 

Suggested References: 

1. Kawaiiioto T. eL at. Fioceediugs of the National Academy of 
Sciences. USA 1983,80:1337-41. 

2. Sato JD, et. id Mol Biol Med, 1983, 1(5);5 11-29. 

3. den Haitigh JC- «r. ai. Biochiiiiica Biophys Acta, 1993. 
1148:249-56. 

Limitations and Warranty: 

Our products aie intended FOR RESEARCH USE ONLY and aie 
not approved for cliiiical diagnosis, dnig use or fhcrapeutic 
procedures. No products are to be construed as a recormnendation 
for use iu violation of any patejits. We niake no representations, 
warranties or assurances as to the acciirac\' or completeness of 
iid;onuation pio\'ided on oxir data sheets and website. Om wajranty 
is limited to the actual price paid for the product NeoMaikers is 
not liable feu arn- propert\' damage, peisonal injury, time or effort 
or economic loss caused by oxu" producta. 

Material Safety Data: 

This product is jiot Jicciiscd or approved for adjimiistratioii to hiimaiis 
01 to aiiunals other thaji tJic cxpcrimcjitaj aiiunais. Standard Laboratoiy 
Practices sJioiiid be fohowcd when iiaiidhiig tins inatcrial The 
dicinical^ pliysical and toxicoiogicai properties of tins materiai have 
not been thoroughiy investigated Appropriate measures shouid be 
talccn to avoid skin and eye contact, inhalation, and ingestion The 
material contains 0.09°''o sodium azide as a preservative. Although the 
quantity of azide is vciy small, appropriate care should be taken when 
handling this material as indicated abwe. The Kationai Listitiite of 
Occupational Safety and Health has issued a buhetin citing the 
pctcntjaJ explosion hazard due to the reaction of sodium azide with 
copper , Jead, brass, or solder in tfie plumbing systems. Sodium azide 
forms hydrazoic acid in acidic conditions and should be discarded in a 
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Mouse Monoclonal Antibody 

Cat #MS-378-P0, -PI, or -P (0.1ml, O.Sml, or l.Oml at 2m\ig/m\) (Piiriried Ab wilh BSA and Azide) 
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Cat. #MS-378-B0, -Bl, or -B (0.1ml, O.Sml, or l.Oml at 200|ig/ml) (BioliivLabclcd Ab wiili BSA and Azidc) 

Cat. #MS-378-R7 (7.0ml) (Readv-to-Use for Imuumoliistocheimcal Staininel 

Cat. #MS-378-PCS (5 Slides) (Positive Conlrol for Histology) 

Cat. #MS-378-PCL (O.lml) (Positive Conlrol for Western Biol) 



large volume of niiiniiig water to avojd deposits foxjnuig iit metal 
drainage pipes. 
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Human Epidermal Growth Factor Receptor 
phosphoTyrosine 1068 ELISA 
EGFR [pY^*^^^l 



Catalog No.; 

Sensitivity: 

Range: 

Incubation Time: 



KHR908 1 (one plate kit; 96 determinations) 

<0.3 units/niL 

1 ,6 - 100 units/mL 

4 hours 



Simple: 



Prc-coatcd strip-well plates 

Liquid stable chromogcn and stop reagents 

Sample size: 100 iJ.L 



Economical: One 96-well plate, plus reagents for 96 determinations 

Reagents arc stable for multiple runs 



Sample type: 



Cell extracts, tissue homogenates, buffered solutions 



Human EGFR [pY^H ELISA Kit Summary Protocol 

I Add standards, specimens or controls to appropriate wells. Cells extracted in buffer containing 
SDS or other strong chemicals should be diluted in Standard Dihient 1 : 10 or greater prior to assay. 

2. Incubate wells at room temperature for 2 hours. 

3 Aspirate and wash wells 4x with Working Wash Buffer, 

4, Add 100 \iL Rabbit anti-EGFR [pY'°^^] PSSA to each well. 

5 Incubate wells at room temperature for 1 hour. 

6. Aspirate and wash wells 4x with Working Wash Buffer, 

7 Add 100 |j.L anti-rabbit IgG HRP Working Conjugate to each well, 

8. Incubate for 0.5 hour at room temperature. 

9. Aspirate and wash wells 4x with Working Wash Buffer, 

1 0 . Add 1 00 |j.L of Stabilized Chromogcn to each well. 

I I Incubate at room temperature for 30 minutes in the dark. 
12. Add 100 nL of Stop Solution to each well, 

13 Read absorbance at 450 nm. 
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Performance Data 

Sensitivity: The anal>tical sensitivity is <0.3 unitsAuL, determined by adding two standard deviations to the mean O.D. 
obtained when the zero standard was assayed 30 times. 1 unit is defined as the amount of EGFR [pY'***] that results from 
autophosphor^'lation of 42 pg EGFR purified from A431 cells. 

Specificity: 



Spedficily ofECFR[pY ] ELIS^for 
phcBphorylatecl pnteln 

I «?non-|tios|*io BSFR ^phosplT} EGFR 




Bi(i8(iuic«B.ISA Kit 



This EGFR [pY " ] ELISA kit is specific for 
measurement of phosphorylated human EGFR 
at tyrosine 1068. The kit does not detect 
non-phosphorylated EGFR protein. 



Peptide block, BGFR [pY ELISA 




"Si-pr 005 ftcA. poet ictc 

...v VnfiSrtfit-phns. peplirlH 
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-sW^pV' ' 73 f*t)8. pBflidfi 



20 40 60 

EGFR[pY1068] Urits/mL 



Specificity is confirmed by peptide 
competition. Data show that only the 
blocking peptide corresponding to the region 
SLjnounding tyrosine 1068, containing the 
phospho-tyrosine, could block the ELISA 
signal. The same sequence containing 
non-phosphorylated tyrosine at position 1068 
did not block die signal. 



Detecting EGFR [pY in HeLa Ceib 
Treated With EG F 



-EGFR [pYlCBfl] 



5 ID 
EGF, ng/niL 



HeLa cells were treated with EGF at varying 
concentrations. Levels of EGFR [pY 
increased with EGF treatment concentration, 
while full length EGFR remained constant. Data 
show that levels of EGFR [pY 
phosphorylation are dependent on levels of 
EGF. 
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Rabbit (polyclonal) Anti- 



Epidermal Growth Factor Receptor [pY^"^^] 
Fhosphospeciflc Antibody, Unconjugated 

PRODUCT ANALYSIS SHEET 



Catalog Number: 
Lot Number: 
Volume: 

Form of Antibody: 

Preservative: 

Purification: 



Immunogen: 
Tai^et Summary: 



Reactivity: 
Applications: 

Su^ested Working 
Dilutions: 

Storage: 

Positive Controls Used: 
Related Products: 



44-790G (10 mini-blol size) 

0401 

100 nL 

Rabbil polyclonal immunoglobulin in Dulbcoco's phosphate buffered saline (without Mg^'^ and 
Ca^"^, pH 7.3 (+/- 0.1), 50% glycerol with 1 .0 mg/mL BSA (IgG, protease free) as a carrier. 

0.05% sodium azidc (Caution: sodium azide is a poisonous and hazardous substance. Handle with 
care and dispose of iiroperly.) 

Purified liom rabbit serum by sequential cpitopc-spccilic chromatography. The antibody has been 
negatively preadsorbcd using a iMn-phosphopeptide corresponding lo the site of phosphorj'lalion to 
remove antibody that is reactive with non-phosphoiylated EGFR. Tlie final product is generated by 
affinity chromatography using an EGFR-derived peptide that is phosphorj'lated at tyrosine 1086. 

The antiserum was produced against a diemically synthesized phosphopeptide derived Irom the 
region of human EGFR that contains tyrosine 1086. The sequence is conserved in mouse and rat. 

Epidcnnal Growtli Factor Receptor, also knowi as ErbB-1 (EGFR, a 185 kDa glyco|irolcin) is a 
transmembrane tjTosine kinase that regidates a variety of biological responses rangmg from 
milogcnesis to stress signaling. The EGFR consists of a large extracellular domain, a single 
Iraismanbranc domain and a cytoplasmic domain thai exhibits kinase activity. Upon binding of 
EGF Lo the extracellular domain, tlic receptor imdergocs dimerization and becomes phosphor\ lalcd 
on several tyrosine residues within the cj'toplasmic domain, one of which is tyrosine 1086. This 
results in EGFR activation and increased tyrosine kinase activity toward a variety of intracellular 
substrates. 

Human EGFR. Mouse and rat (100% homologous) liavc not been tested, but arc expected to react. 

The antibody has been used in Western blotting. Prc\'ious lots of this antibody ha\'c been used in 
immunoslaining . 

For Western blotting applications, wc recommend using Llic antibody al a 1:1000 starting dilution. 
The optimal antibody concentration should be dcLcnnincd empirically for each specific application. 

Store at -20%'. Wc recommend a brief caitrifugalion before opening to settle vial contents. Then, 
apportion into working aliquots and store at -20°C. For shipment or short-term storage (up to one 
week), 2-8*'C is sufficient. 

Human epidermoid carcinoma {A43 1) cells +/- EGF. 

Antibodies: ERK1&2 [pTpY''*'''], Cat. # 44-680G 

EGFR Sample Pack Cat. # 44-799G EGFR [pY^*'], Cat. # 44-786G 

ELISAs: EGFR [pY'*^'"'], Cat. ft KHR908I EGFR [pY^''^], Cat. # KHR9071 

Extracts: A43 1 cell extracts +/- EGF. Cat. # 55-130 
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References: Cuadrado, A., cl al. (2003) Aplidin induces apoplosis in human cancer cells via glulalhione 

depletion and suslaincd aclrvalion of Ihc cpidennal growth factor receptor, Src, JNK, and p38 
MAPK. J. Biol. Chcm. 278(l):241-250 (cites the use of cal. # 44-788G, 44-790G, 44-792G and 
44-794G). 

Piipcr, A., cl al. (2002) Cyclic AMP induces transaclivalion of Qie receptors for epidemial growQi 
factor and nerve growth factor, thereby modulating activation of MAP kinase, Akt, and neurite 
outgrowlh in PC12 cells. J. Biol. Chem. 277(46):43623-43630 (cites the use of this antibody). 

Miljan, E.A, et al. (2002) Interaction of the extracellular domain of the epidermal growth factor 
receptor with gangliosides. J. Biol. Chem. 277(12): 10 108- 10 113 (cites the use of this antibody). 

Moro, L., ct al. (2002) Intcgrrn-induccd cpidcmial growth factor (EGF) receptor activation requires 
c-Src and pl30Cas and leads to phosphorv-lalion of specific EGF receptor tyrosines. J. Biol. Chcm. 
277(1 1):9405-94 14 (cites Ihe use of cat. # 44-784G, 44-786G, 44-790G, 44-792G and 44-794G). 

Jamc, P. A., ct al. (2002) Inliibition of cpidcmial growth factor receptor signaling in malignant 
plcurd mesothelioma. Cancer Res. 62(18):5242-5247 (cites the use of cal. # 44-680G and 
44-790G). 

Ushio-Fukai, M., el al. (2001) Epidermal growth factor receptor transaclivalion hy angiotensin II 

requires reactive oxygen species in vascular smooth muscle cells. Arlerioscler Thromb. Vase. 
Biol. 21(4);489-495 (cites the use of cal. # 44-660G, 44-786G, 44-788G, 44-790G, 44-792G and 
44-794G). 

Sicg, D.J., ct al. (2000) FAK integrates growth-factor and inlcgrin signals to promote cell 

migration Nat. Cell Biol. 2(5):249-256. 

Kcilhack, H., cl al. (1998) Phospholvxosine 1086 mediates binding of the protcin-tyrosine 
phosphatase SHP-1 to the epidermal growth factor receptor and attenuation of receptor signaling. J. 
Biol. Chem. 273(38):2483 9-24846. 



Feptide Coniiietidoii 

Extiacts of A431 cells unstimulated (1) or stimulated with 200 iigi'mL EGF for 15 
uiiiiiites (2-5) were resolved hy SDS-PAGE on a 10"'o Tris-glycine gel and 
transferred to PVDF. The membrane was blocked with a 5% BSA-TBST buffer 
oveniight at 4'C then incubated with the EGFR [pY^'**] antibodj' for two hours at 
room temperature in a l^'o BSA-TBST buffer, following prior incubation with: no 
peptide (1). the non-phosphopeptide conesponding to the phosphopeptide 
immunogen (2), a generic p]]osphot>'Tosine-containing peptide (3), oi the 
phosphopeptide immunogen (4). After washing, the membrane was incubated with 
goat F(ab )2 anti-rabbit IgG HRP conjugate (Cat if ALI4404) and signals were 
detected using the Pierce SupeiSignal™ method. 

The data show that only the phosphopeptide conesponding to EGFR [pY'"*"] 
blocks the antibody signal, demonstratiug the specificity of tlie antibody. The data 
also show the induction of EGFR [pY ] phosphorylation by the addition of EGF 
to this c«ll system 
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Western Blottiiig Procedure 

1. Lyse approximately 10' cells in 0.5 mL of ic« cold Cell Lysis Bnflfer (fonnulatioii provided below). This buftei. a modified RlPA buffer, 
is suitable for recover^' of most proteins., inclnding membrane receptors. c\'toskeletal-associated proteins., and soluble proteins. This cell 
lysis buffer formulation is available as a separate prodiTct which requires supplementation with protease inliibitors immediately prior to 
use (Cat. ri FNNOOll). Other cell lysis buffer formulations., such as Laemmli sample buffer and Triton-X 100 buffer, are also compatible 
with this procedure. Additional optimization of the cell stimulation protocol and cell lysis procedure may be required for each specific 
application. 

2. Remo^'e the cellular debris hy c«ntrifuging the lysates at 14 000 x g for 10 minutes. Alternatively lysates may be ultraccntrifuged 
at 100. 000 X g for 30 minutes for greater clarification. 

3. Caiefiilly decant the claii&d cell 1^'sates into clean tubes and determine the protein concentration using a suitable method, such as the 
Bradford assay. Polypiopylene tubes are recommended for storing cell lysates. 

4. React an aliquot of the lysate with an equal volume of 2x Laemmli Sample Buffer (125 mM Tiis, pH 6.8. ICB'o glycerol. lO'/o SDS, 
0.006°'o bromophenol blue, and 130 niM dithiothreitol [DTT]) and boil the mixture for 90 seconds at KWC. 

5. Load 10-30 ag of the cell lysate into the wells of an appropriate single percentage or gradient minigel and resolve the proteins hy 
SDS-PAGE. 

6. In preparation for tiie Western transfer, cut a piece of PVDF sMglrtly larger than the gel. Soak the membrane in methanol for 1 minute, 
then rinse with ddH^O for 5 mimrtes. Alternatively, nitrocellulose may be used. 

7. Soak the membrane. 2 pieces of ^liatman paper, and Western apparatus sponges in troieifer buffer (tbrmulation piovided below) 
for 2 minutes. 

8. Assemble the gel and membrane into the sandwich apparatus. 

9. Transfer the proteins at 140 mA for 60-90 minutes at room temperature. 

10. Following the transfer, rinse tlie membrane with Tris buffered saline for 2 minutes. 

1 1 . Block the membrane with blocking buffer (forniularion provided below) overnight at 4°C of for one hour at room temperature. 

12. Incubate the blocked blot with primaiy antibody at a 1: 1000 stortiiig dilution in Tris buffeted saline supplemented with 1% Ig-ffee BSA 
and 0.1"/'o Tween-20 overniglit at 4''C or for two hours at room temperature. 

1 3 . Wash the blot with several changes of Tris buffered sahne supplemented with 0. 1% Tween 20. 

14. Detect tlie antibody' band using on appropriate secondaT>' antibody, such as goat F(ab')2 anti-rabbit IgG alkaline phosphatase conjugate 
(Cat. r/ ALI4405) or goat F(ab')i anti-rabbit IgG horseradish peroxidase conjugate (Cat. H ALI44CI4) in conjunction with your 
chemiluniinescence reagents and instnimentation. 



Blocking BiifTei' 
Fcamulatiaii: 

100 mL Tris buffered saline 
5 gm Ig-fiee BSA 
0.1 mL Tween 20 



2mMNa3V04 
0.1% SDS 

0.5°'o sodium deoxj'cholate 
1% Triton-X 100 
lO^/'o glycerol 

1 mM PMSF (made from a 
0.3 M stock in DMSO) 
or 1 mM AEBSF (water 
soluble version of PMSF) 

60 ug/mL aprotinin 

10 Ug/mL leupeptin 

1 Ug/mL pepfitatiu 

(altemativeh', protease inhibitor 

cocktail such as Sigma Cat. r# 

P2714 may be used) 



Cell Lysis Buifei' Transfer Buffer Tns Buffered Saline 

Formulation: Fomiulatian: Fomiulatian: 

1 0 mM Tris, pH 7.4 2.4 gm Tris base 20 mM Tris-HCI, pH 7.4 

1 00 mM NaCl 14.2 gm glycine 0.9"/o NaCl 

1 mM EDTA 200 mL medianol 

1 mM EGTA Q.S. to 1 liter, then add 

ImMNaF lmL10%SDS. 

20mMNa4P2O7 Cool to 4°C prior to use. 
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Peptide Competitioii Experiment 

BioSomc«'s Phosphoij'lation Site Specific Antibodies (PSSAs) have been developed to enable the specific and sensitive detection of 
phosphorj'lation of particiilar amino acid residues in target proteins, while circmm'enting the need for protein pnrification. phosphopeptide 
mapping or handling radioactivity-. The specificity of a PSSA in each experimental s>'Stem can be confirmed through peptide competition. In this 
technique, aliqiiots of antibodj- are pre-incnbated with peptide containing the sequence of the phosphopeptide imimmogen used to raise the 
PSSA and the corresponding non-phosphopeptide. Following preincubation with the peptide, each antibody preparation is then used as a probe 
in antibody-based detection methods such as Western blotting, immmwcytochemistrj-. flow cj tometiy. or ELISA. With a PSSA specific for the 
phosphoiylated target protein pre-incubation with an excess of peptide containing tiie sequence of the phosphopeptide immunogen will block 
all antigen binding sites, wliile pie-incubation with the conesponding non-phosphopeptide will not affect the antibody. 

BioSoiirce has dei'eloped a Kne of control peptides specifically for vee in peptide competition experiments with our FSSAs. These peptides., 
available as separate BioSource catalog items, are provided in pairs which contain the sequeiKes of the phosphopeptide immunogen and the 

corresponding non-phosphopeptide. 

In peiforming the Peptide Competition Experiment, it is important to iwte that the optimal dilutions of both antibodj' and peptide should be 
determined empirically for each specific application. The optimal dilution of antibody in these procedures is below saturating, as determined by 
previous experiments in your system If an optimal antibody dilution has not been determined in your sj'Stem, please refer to the Suggested 
Working Dihition on the antibodj- Product Analysis Sheet for guidance on an appropriate starting dilution. The optimal dilution of peptide used 
in these procedures will depend on the overall affinitj- or aviditj' of the antibodj-, as well as the qiantitj- of the target antigen. A 50-150 fold 
molar excess of peptide to antibody is found to be effective for most peptide competition experiments. 

In the example presented below, the PSSA is used as a dilution of 1:1000 and the peptides are used at a concentration of 333 nM. The total 
volume of the phosphopeptide and nou-phosphopeptide-pre-incnbated antibody preparations is 2 mL, sufficient for probing Western blot strips, 
as well as for use in other antibody-based detection methods. Under these conditions, the molar excess of peptide to antibody is >50. 

Procedure: 

1 Prepare three identical test sampleS; such as identical PVDF or nitrocellulose strips to which the protein of interest has been tiansfened. 
The test samples should be blocked using a blocking buffer, such as Tris buffered saline supplemented with 0.1% Tween 20, arxl either 3''/'o 
BSA or 5"'o non-fat dried milk. 

2. Prepare 6.5 mL of working antibody stock solution (1:1000 in this example) b\ adding 6.5 pL of antibody stock solution to 6.5 niL of 
bijffer containing blocking protein, such as TBS supplemented with 0.1% Tween 20, suid either 3% BSA or 3"/ii> non-tat dried milk. 

3. Apportion the unused PSSA into working aliquots and store at -20°C for future use (the stock PSSA contaiiEi 50% glycerol and will not 
freeze at this temperature). 

4 AUow the lyophilted control peptides to reach room temperature, ideally under desiccation. 

5. Reconstitute each of tlie control peptides (supplied at O.I mg'Vial) to a concentration of 66.7 with nanopure water. For a peptide with a 
molecular mass of 1500 (stated on tiie peptide Product Analysis Sheet), leconstitution with I mL water yields a solution with a 

concentiation of 66.7 uM. 

6. Apportion tiie unused reconstituted peptide solutions into working aliquots and store at -20°C for fiituie use. 

7. Label 3 test tubes as follows: 

» tube 1 : water only no peptide control 

• tube 2: phosphopeptide 

• tube 3: non-pliasphopeptide 

8. Into each tube, pipette the following components 

» tube 1 2 niL diluted PSSA solution plus 10 uL nanopure water 

• tube 2: 2 iiiL diluted PSSA solution plus 10 uL phosphopeptide 

• tube 3: 2 niL diluted PSSA solution plus 10 uL non-phosphopeptide 

9 Incubate the three tubes for 30 minutes at room temperature with gentle rocking. During this incubation, the peptides have the chance to 

bind to the combining site of the antibodj . 
10. At the end of the incubation step, transfer the contents of each of the three tubes to clean reaction vessels containing one of the tluee 

identical test samples. 

Foi' Western blotting strips: 

• Incubate tiie strips with the pre-incubated antibody preparations for I hour at room temperature or overnight at 4°C. 
■ Wash each strip four times, £K'e minutes each, to remove unbound antibody. 

• Transfer each strip to a new solution containing a labeled secondarj' antibody [e.g., goat F(ab')2 anti-rabbit IgG alkaline phosphatase 
conjugate (Cat. t/ ALI4405) or goat F(ab')2 anti-rabbit IgG horseradish peroxidase conjugate (Cat. H ALI4404)]. 

• Remove unbound secondary antibody by tiiorongh washing, and de\'elop the signal using your chemUuminescent reagents and 
instrumentation. 

The signal obtained wifli antibody incubated witii the ''Water Only. No Peptide Control" (Tube 1), represents the maximum signal in the assj^. 
Tins signal should be eliminated by pre-incubation with the ' Phosphopeptide" (Tube 2), while pre-incubation with the '"Non-Phosphopepride" 
(Tube 3) should not impact the signal. If the '"Phosphopeptide" only paitially eliminates the sigiml, repeat the procedure using twice the volume 
of water or peptide solutions listed in Step 8 . If partial competition is seen following pre-incubation with the "Non-Phosphopeptide" repeat the 
procedure using half the volumes of water or peptide solutions listed in Step 8. 
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Rabbit (polyclonal) Anti- 



Epidermal Growth Factor Receptor [pY""^] 
Fhosphospeciflc Antibody, Unconjugated 

PRODUCT ANALYSIS SHEET 



Catalog Number: 
Lot Number: 
Volume: 

Form of Antibody: 

Preservative: 

Purification: 



Immunogen: 
Tai^et Summary: 



Reactivity: 

Applications: 

Su^ested Working 
Dilutions: 

Storage: 

Expiration Date: 
Positive Controls Used: 
Related Products: 



44-792G (.10 mini-blol size) 

0401 

100 nL 

Rabbil polyclonal immunoglobulin in Dulbcoco's phosphate buffered saline (without Mg^'^ and 
Ca^"^, pH 7.3 (+/- 0.1), 50% glycerol with 1 .0 mg/mL BSA (IgG, protease free) as a carrier. 

0.05% sodium azidc (Caution: sodium azide is a poisonous and hazardous substance. Handle with 
care and dispose of iiroperly.) 

Furifled Irom rabbit serum by sequential cpilopc-spcciiic chromatography. The antibody has been 
negatively prcadsoibed using (i) a non-phosphopeptide corresponding to Ihc site of 
phosphorj'lation to remove antibody that is reactiv'c with non-phosphor\-lated EGFR, and (ii) a 
generic tjTosinc phosphor\'lated peptide to remove antibody that is reactive with phospho-tyrosine 

(irrespective of the sequence!. The final producl is generated by affinity chromatography using an 
EGFR-dcrivcd peptide that is phosphon ialcd al lyrosinc 1 148. 

The antiserum was produced agarnst a chemically synthesized phosphopeptidc derived from the 
region of EGFR that contains tyrosine 1 148. The sequence is conserved in mouse, rat and chicken. 

Epidermal GrowQi Factor Receptor, also knowi as ErbB-l (EGFR, a 185 kDa glycoprotein) is a 
transmembrane t\Tosinc kinase that regulates a variety of biological responses ranging irom 
milogcncsis to slrcss signaling. The EGFR consists of a large extracellular domain, a single 
Iransmanbranc domain and a cytoplasmic domain lhal exhibits kinase activity. Upon binding of 
EGF to the extracellular domain, the receptor undergoes dimerization and becomes phosphorj'lated 
on several lyrosinc residues within the cytoplasmic domain, one of which is lyrosinc 1 148. This 
results in EGFR activation and increased tjTosine kinase activity toward a variety of intracellular 
substrates. 

Human EGFR. Mouse, rat and chicken (100% homologous) EGFR ha\'e not been tested, but are 
expecled to react. 

The antibody has been used in Western blotting. 

For Western blotting applications, wc recommend using tlic antibody at a 1.1000 starting dilution. 
The optimal antibody concentration should be dclcmiincd empirically for each specific application. 

Store at -lO^C Wc recommend a brief coitrifugalion before opening to settle vial contents. Then, 
apportion into working aUquots and store at -20°C. For shipment or short-term storage (up to one 
week), 2-8''C is sufficient. 

Expires one year irom date of receipt when stored as instructed. 
A431 +/-EGF 



Antibodies: 

Akl/PKB [pT^^ Cat. # 44-602G 

Akl/PKB [pS"-^] monoclonal. Cat. # 44-621G 

EGFR [pY845], Cat. # 44-784G 



EGFR [pY1086], Cat. # 44-790G 

EGFR [pY1173], Cat. # 44-794G 

EGFR [R19/48] monoclonal. Cat. # 44-796G 

EGFR [H9B4] monoclonal. Cat. # 44-798G 
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(Continued) 



RefereBces: 



ERK.l&:2 [pTpY'*"^^% Cs.L U 44-mQG 
FI.Cy-1 Cal. H 44-6i>6G 

EGFR Ssimpicr Pack Cal. it 44-79;X} 

EGFR [pY'-' Cal. # KHS9Q7i 



EGFR [pY992], Cal. # 'M-78(::G 
EGFR [pYiOeS], Cal. if 44-788G 

ELISAs; 

EGFR [pY'*"^l Cal. # KHR90Si 
A43i +/- EOF; Cal. # 5S-i30 

Cuadradc, A., cl al. (2003) Aplidiii induces apoptosis in humroi cancer cells via gliilalMcnc 
ckplclicni i3i:(] siisUiJHicd aci.ivalioi] oi' Ihc c:[5)ic!cnjial gfowU) .ii-jcLcr rt;£;cplor, Src, ,?NK, md p3S 
MAPK. }. BioL CboB. 2.78(1) ,241 -.JdO (cilcs ihc use of cat. # 44-788G, 44-790G, 44-792G msi 

Moro,. L., cl al (2002) Iiilcgrin-mdiiccd cpidcmial growih iaclor (EOF ) rcccplor aclrvalioii requires 
c-Src and pl3CCai3 snd leads io phosphor>'iation of speciilc EGF rcccplor tyrosines. J. Biol Chcm . 
277(1 i):9405-91 i4 (cites Oric use of cal. w 44--7S4G, 44--786G, 44-792G, 44-'792G acjd 44-'794e). 

Ushio-Fukai, M., cl al. (2001) Epidcmsal grcwili factor rcccplor iransaclivaticn by angioLcnsin II 
requires rcaelivc oxygen species in vascular sn30o& misclc cells. Arlcriosclcr. Thromb. Vase. 
Bid 2i(4):489-495 (cilcs ihc use of cal. « 44-«5S (d^conlirmcd), 44-6600, 44-7S6G, 44-7880, 
44-790G, 44-792G iar:d 44-794G). 

Sicg, D.J,, cl al (2000) FAK irjlcgralcs grwlh-fkcter and irilcgEisi s:igrials Ic pix.!!i:iclc cell 
naigralion. Nat. Cell Biol. 2(5):249-25tv 
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Estracts of A43] c«Us iitistimifiated (1) or stimulate*! with 200 .«8.'jhL Etir ■ 2-3) tor 
15 mitiDtes weis issolved by SDS-PAGE on a l(Ro Tris-glycine and tiajsafened 
to PVDF. Ths nieailBiiae was bkxiced with a .'5';'<> BSA-TBST kilfsr tar one boar at 
foons temperat'jre. diai iii«ibated with th« EGFR f :jY ' aritibodj' for two horns at 
room tempeijSiiTe la a 1% BSA-TBST bwffei toiio^.in;> prior iii«ibatioa with: iki 

(3). a seaeric pijos.pli<j;)'5':t-i)ie-iO!5U"«iii!!2 iwptkie f4)_. or tise phosolii-speptidi; 
£!!!!« n!i<)gc« (5 t. Aftct wasliiiig xx xiioinbraiic ■rvas jiici'batcd witli goat Fiab ); asjij- 
rabbit IgG l-IRP coiijtsgaie (Cat. r; Ai.,i4404) atsJ sisJ3!i!.s weia date4:t«d xsia^ tis« 
Pierce Suj>eiSigiia[™ inetled. 

71« data show tlsa! otily the pk.«()b«peittide coitsspoiidiiig \o EOFR [pY"*! blocks 
lie sigaaS, deaiojisuatii)^ the spaciiicrty of tbe milibod)'. Ilie data aiso show the 
ind^ictioti of EGFR [pY''''^] phosphorvlatiati by die addidon of EOF to this cell 
sv'Stsns. 
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Western Blottiiig Procedure 

1. Lyse approximately 10' cells in 0.5 mL of ic« cold Cell Lysis Bnflfer (fonnulatioii provided below). This buftei. a modified RlPA buffer, 
is suitable for recover^' of most proteins., inclnding membrane receptors. c\'toskeletal-associated proteins., and soluble proteins. This cell 
lysis buffer formulation is available as a separate prodiTct which requires supplementation with protease inliibitors immediately prior to 
use (Cat. ri FNNOOll). Other cell lysis buffer formulations., such as Laemmli sample buffer and Triton-X 100 buffer, are also compatible 
with this procedure. Additional optimization of the cell stimulation protocol and cell lysis procedure may be required for each specific 
application. 

2. Remo^'e the cellular debris hy c«ntrifuging the lysates at 14 000 x g for 10 minutes. Alternatively lysates may be ultraccntrifuged 
at 100. 000 X g for 30 minutes for greater clarification. 

3. Caiefiilly decant the claii&d cell 1^'sates into clean tubes and determine the protein concentration using a suitable method, such as the 
Bradford assay. Polypiopylene tubes are recommended for storing cell lysates. 

4. React an aliquot of the lysate with an equal volume of 2x Laemmli Sample Buffer (125 mM Tiis, pH 6.8. ICB'o glycerol. lO'/o SDS, 
0.006°'o bromophenol blue, and 130 niM dithiothreitol [DTT]) and boil the mixture for 90 seconds at KWC. 

5. Load 10-30 ag of the cell lysate into the wells of an appropriate single percentage or gradient minigel and resolve the proteins hy 
SDS-PAGE. 

6. In preparation for tiie Western transfer, cut a piece of PVDF sMglrtly larger than the gel. Soak the membrane in methanol for 1 minute, 
then rinse with ddH^O for 5 mimrtes. Alternatively, nitrocellulose may be used. 

7. Soak the membrane. 2 pieces of ^liatman paper, and Western apparatus sponges in troieifer buffer (tbrmulation piovided below) 
for 2 minutes. 

8. Assemble the gel and membrane into the sandwich apparatus. 

9. Transfer the proteins at 140 mA for 60-90 minutes at room temperature. 

10. Following the transfer, rinse tlie membrane with Tris buffered saline for 2 minutes. 

1 1 . Block the membrane with blocking buffer (forniularion provided below) overnight at 4°C of for one hour at room temperature. 

12. Incubate the blocked blot with primaiy antibody at a 1: 1000 stortiiig dilution in Tris buffeted saline supplemented with 1% Ig-ffee BSA 
and 0.1"/'o Tween-20 overniglit at 4''C or for two hours at room temperature. 

1 3 . Wash the blot with several changes of Tris buffered sahne supplemented with 0. 1% Tween 20. 

14. Detect tlie antibody' band using on appropriate secondaT>' antibody, such as goat F(ab')2 anti-rabbit IgG alkaline phosphatase conjugate 
(Cat. r/ ALI4405) or goat F(ab')i anti-rabbit IgG horseradish peroxidase conjugate (Cat. H ALI44CI4) in conjunction with your 
chemiluniinescence reagents and instnimentation. 



Blocking BiifTei' 
Fcamulatiaii: 

100 mL Tris buffered saline 
5 gm Ig-fiee BSA 
0.1 mL Tween 20 



2mMNa3V04 
0.1% SDS 

0.5°'o sodium deoxj'cholate 
1% Triton-X 100 
lO^/'o glycerol 

1 mM PMSF (made from a 
0.3 M stock in DMSO) 
or 1 mM AEBSF (water 
soluble version of PMSF) 

60 ug/mL aprotinin 

10 Ug/mL leupeptin 

1 Ug/mL pepfitatiu 

(altemativeh', protease inhibitor 

cocktail such as Sigma Cat. r# 

P2714 may be used) 



Cell Lysis Buifei' Transfer Buffer Tns Buffered Saline 

Formulation: Fomiulatian: Fomiulatian: 

1 0 mM Tris, pH 7.4 2.4 gm Tris base 20 mM Tris-HCI, pH 7.4 

1 00 mM NaCl 14.2 gm glycine 0.9"/o NaCl 

1 mM EDTA 200 mL medianol 

1 mM EGTA Q.S. to 1 liter, then add 

ImMNaF lmL10%SDS. 

20mMNa4P2O7 Cool to 4°C prior to use. 
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Peptide Competitioii Experiment 

BioSomc«'s Phosphoij'lation Site Specific Antibodies (FSSAs) have been developed to enable the specific and sensitive detection of 
phosphorj'lation of particular amino acid residues in target proteins, while circumventing the need for protein purification, phosphopeptide 
mapping or handhng radioactivitj'. The specificit>' of a PSSA in each experimental system can be confirmed through peptide competition. In 
tins technique, aliquots of antibody ar e pre-incubated with peptide containing the sequence of the phosphopeptide immunogen used to raise the 
PSSA and the corresponding non-phosphopeptide. Following preincubation witli tlie peptide eacli antibody preparation is then used as a probe 
in antibody-based detection methods, such as Western blotting. innniiiiocytochemisti\ tlow cytonietiy or ELIS A. With a PSSA specific for the 
phosphoiy lated target protein, pre-incubation with an excess of peptide containing tlie sequence of the phosphopeptide immunogen will block 
all antigen binding sites, wliile pie-iiKubation with the conesponding non-phosphopeptide will not affect the antibody. 

BioSoiirce has det'eloped a line of control peptides specifically for use in peptide competition experiments with our PSSAs. These peptides., 
available as sepaiate BioSource catalog items, are provided in pairs which contain the sequences of the phosphopeptide immunogen and the 

corresponding non-phosphopeptide. 

In performing the Peptide Competition Experiment, it is important to note that the optimal dilutions of both antibody and peptide should be 
determined empirically for each specific application. The optimal dilution of antibody in these procedures is below saturating, as determined by 
previous experiments in your system If an optimal antibody dilution has not been determined in your system, please refer to the Suggested 
Working Dilution on the antibody Product Analysis Sheet for guidance on an appropriate staiting dilution. The optimal dilution of peptide used 
in these procedures will depend on the overall affinitj' or avidity of the antibody, as well as the quantity of the target antigen. A 50-150 fold 
molar excess of peptide to antibody is found to be effective for most peptide competition experiments. 

In the example presented below, the PSSA is used as a dilution of 1: 1000 and the peptides are used at a concentration of 333 nM. The total 
volume of the phosphopeptide and nou-phosphopeptide-pie-incubated antibody piepanitions is 2 mL, sufficient for probing Western Mot stiips, 
as well as for use in other antibody-based detection methods. Under these conditions, the molar excess of peptide to antibody is >S0. 

Frocedwe: 

1 Prepaie three identical test samples ^ such as identical PVDF or nitrocellulose strips to which the protein of interest has been transfened. 
The test samples should be blocked using a blocking buffer, such as Tris buffered saline supplemented with O.I°/'o Tween 20, and either 5<'/'o 
BSA or 5"'o non-fat dried milk. 

2. Prepaie 6.5 niL of working antibody stock solution (1: 1000 in this example) by adding 6.5 nL of antibody stock solution to 6.5 mL of 
bijffer containing blocking protein, such as TBS supplemented with 0.1% Tween 20, suid either 3% BSA or 3"/ii> non-tat dried milk. 

3. Appoition the unused PSSA into working aliquots and store at -20°C for fiituie use (the stock PSSA contaiiEi 50°/'6 glycerol and will not 
freeze at this temperature). 

4 AUow tiie lyophilted control peptides to reach room temperature, ideally under desiccation. 

5 . Recoifititute each of the control peptides (supplied at 0. 1 mg'viol) to a concentration of 66.7 oM with nanopnre water. For a peptide with a 
molecular mass of 1500 (stated on the peptide Product Analysis Sheet), reconstitution with 1 mL water yields a solution with a 

concentiation of 66.7 uM. 

6. Appoition the unused reconstituted peptide solutions into working aliquots and store at -20°C for fiiture use. 

7. Label 3 test tubes as follows: 

» tiibe 1 : water only no peptide control 

• tube 2: phosphopeptide 

• tube 3: non-phosphopeptide 

8. Into each tiibe, pipette the following components 

» tube 1 2 niL diluted PSSA solution plus 10 uL nanopuie water 

• tube 2: 2 iiiL diluted PSSA solution plus 10 uL phosphoi:ieptide 

• tube 3: 2 niL diluted PSSA solution plus 10 uL non-phosphopeptide 

9 Incubate the three tubes for 30 minutes at room temperature with gentle rocking. During tins incubation, the peptides have the chance to 

bind to the combining site of the antibod\\ 
10. At the end of the incubation step, traisfer the contents of each of the three tubes to clean reaction vessels containing one of the three 

identical test samples. 

Foi' Western blotting strips: 

• Incubate tiie strips with the pre-incubated antibody preparations for 1 hour at room temperature or overnight at 4°C. 

■ Wash each strip four times, fK'e minutes each, to remove unbound antibody. 

• Transfer each strip to a new solution containing a labeled secondary antibody [e.g., goat F(ab')2 anti-rabbit IgG alkaline phosphatase 
conjugate (Cat. t/ ALI4405) or goat F(ab')2 anti-rabbit IgG horseradish peroxidase coiijngate (Cat. H ALI4404)]. 

■ Remove unbound secondary' antibody by thorough washing, and de\'elop the signal using your chenulnminescent reagents and 

instrumentation. 

The signals obtained witii antibody incubated witii the ''Water Only, No Peptide Control" (Tube 1), represents the maximnm signal in the assj^. 
Tins signal should be eUmiuated by pre-incubation with the ''Phosplwpeptide" (Tube 2), while pre-incubation with the '"Non-Phosphopeptide" 
(Tube 3J should not impact the signal. If the ''Phosphopeptide" only paitially eliminates the signal, repeat the procedure using twice the volume 
of water or peptide solutions listed in Step 8 . If paitial competition is seen following pre-incubation with the ''Non-Phosphopeptide", repeat the 
procedure using half the volumes of water or peptide solutioiE listed in Step 8. 
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